Preclinical studies that demonstrate targeting the lysosome can improve anti-cancer therapy have led to \>20 phase I/II clinical trials combining anti-cancer agents with the lysosome inhibitor hydroxychloroquine (HCQ).[@cit0001] While targeting the lysosome can produce measurable autophagy inhibition, HCQ does not consistently inhibit autophagy in patient tumors.[@cit0002] Therefore, more potent lysosome inhibitors are urgently needed.

Previously we reported Lys05, a dimeric chloroquine possessing an increased ability to inhibit autophagy-lysosome function *in vivo* relative to HCQ.[@cit0004] Structure activity relationship (SAR) studies of Lys05 demonstrated that dimeric inhibitors possess increased anti-autophagy and anti-cancer activity compared to monomeric chloroquine. Building on this finding, our laboratory designed a series of dimeric inhibitors derived from other quinoline-based compounds ([Fig 1A](#f0001){ref-type="fig"}). Dimerization of quinacrine, primaquine, and mefloquine all resulted in enhanced anti-cancer activity relative to the respective monomeric parent compounds,[@cit0005] with the greatest enhancement of activity observed on dimerization of quinacrine (DQ). We next synthesized an expanded DQ library in which the polyamine linker was varied in both length and substitution. Figure 1.Schematic summary of the invention of DQ661 (a dimeric quinacrine autophagy/lysosome inhibitor), the identification of Protein Palmitoyl Thioesterase 1 (PPT1), and their influence on lysosomal biology. A) Depicts the chemical strategy in the design and synthesis of lysosomal inhibitor DQ661. Newly described compounds are abbreviated with the identity of their parent heterocycle: dimeric chloroquine (DC), dimeric quinacrine (DQ), dimeric primaquine (DP), and dimeric mefloquine (DM). After the two letter code, the length of the polyamine linker is specified by the first two numbers, and followed by a zero (Unmethylated) or one (methylated) B) Outline of a photoaffinity experiment which identifies PPT1 as a protein binding partner of DQ661 C) Schematic demonstrating how DQ661-mediated inhibition of PPT1 results in the disruption of physical interaction of key protein complexes involved in lysosomal acidification and mTORC1 (mechanistic target of rapamycin) activation.

Significant differences were observed in the biological properties of the resulting DQs as a function of the substitution of the central nitrogen (N-H vs. N-Methyl). Unmethylated compounds produced double stranded DNA damage and induced autophagy. In contrast, methylated compounds co-localized more efficiently with lysosomes, producing no DNA damage and inhibiting autophagy. DQ661 emerged as the most potent inhibitor of autophagy and the best performing compound in assays measuring anti-cancer activity. We leveraged the potency of DQ661 to determine the molecular target for these agents.

A photoaffinity pull-down experiment was utilized to identify protein-palmitoyl thioesterase 1 (PPT1), a lysosomal thioesterase, as the specific biding partner of DQ661 ([Fig 1B](#f0001){ref-type="fig"}). In this experiment, a benzophenone moiety attached to DQ661 (DQ661 photoprobe) was covalently linked to potential target proteins on irradiation. The experiment was repeated in the presence of free DQ661 (competition experiment). Proteomic studies performed on pulled down photoprobe-protein conjugates established that PPT1 was the only lysosomal protein that was pulled down in a DQ661-specific manner. Confirmation of drug-protein binding was established by differential scanning calorimetry. Incubation of recombinant PPT1 with DQ661 caused a significant shift in the observed protein melting temperature. We also demonstrated that treatment of cancer cells with DQ661 inhibited PPT1 enzymatic activity. Genetic silencing of *PPT1* phenocopied the effects of DQ661 on autophagy-lysosome function in cancer cells, further validating PPT1 inhibition as a novel strategy to impair lysosomal catabolism.

The identification of PPT1 as a new lysosomal target in cancer represents an innovative, targeted approach to inhibiting autophagy. The current landscape of autophagy inhibitors can be parsed into those that target early- or late-stage autophagy. Early autophagy inhibitors, including Spautin-1 and SBI-0206965, target proteins involved in the initiation, formation, and elongation of autophagosomes.[@cit0006] However, the existence of non-canonical forms of autophagy reveals that strategies which target a canonical autophagy protein may be circumvented.[@cit0007] As canonical and non-canonical autophagy both rely on the lysosome for degradation and recycling of nutrients, the lysosome provides the optimal target. The identification of PPT1 provides a lysosomal target for which more potent lysosome inhibitors can be designed.

To understand how DQ661-mediated inhibition of PPT1 could impact intracellular signaling pathways, Reverse Phase Protein Array (RPPA) studies were performed. RPPA studies identified mTORC1 (mechanistic target of rapamycin) signaling as the most significantly impacted pathway in melanoma cells treated with DQ661. This effect of DQ661 on mTORC1 is unique amongst lysosomal inhibitors, including the vacuolar (v)-ATPase inhibitor bafilomycin and the acid sphingomyelinase inhibitor siramesine. For its full activation, mTORC1 localizes to the lysosomal surface in an amino acid-dependent manner, in proximity to its activator protein Rheb (Ras homolog enriched in brain). The localization of mTORC1 to the lysosome occurs through critical interactions between the v-ATPase and the Ragulator machinery.[@cit0008] Recently, neuronal cells deficient in *PPT1* displayed mislocalized v-ATPase, leading to lysosomal deacidification.[@cit0009] In cancer cells, targeting PPT1 with DQ661 or siRNA both resulted in the mislocalization of v-ATPase from the lysosome. V-ATPase mislocalization has two major consequences: 1) lysosomal deacidification leading to the blockade of autophagic flux, and 2) disruption of the physical interaction between v-ATPase and Ragulator, a key component for the lysosomal recruitment of mTOR ([Fig 1C](#f0001){ref-type="fig"}). Thioesterase mimetic n-tert-butyl-hydoxylamine rescued autophagy and mTORC1 inhibition by DQ661, providing further support that PPT1 is the target of DQ661. Experiments are underway in our laboratory to determine if v-ATPase mislocalization is the sole mechanism for the observed effects of PPT1 inhibition on both autophagy and mTOR signaling.

Despite reports demonstrating that mTORC1 serves a critical role in therapeutic resistance in cancer patients, specific mTORC1 inhibitors (allosteric and catalytic) have largely failed to provide meaningful efficacy in the clinic.[@cit0010] Loss of mTORC1 activity leads to cytoprotective induction of lysosomal catabolism (macropinocytosis and autophagy), often rendering single-agent mTORC1 inhibitors ineffective. Inhibition of PPT1 both functionally inactivates mTORC1 by disrupting its lysosomal localization, and inhibits the induction of lysosomal catabolism. The utility of combining DQ661 with existing mTORC1 inhibitors may further improve efficacy by simultaneously targeting different components of mTORC1 activation dynamics, and preventing acquired drug resistance.

We have identified PPT1 as a regulator of two key processes driving cancer aggressiveness; mTORC1 and autophagy. The full role of PPT1-dependent depalmitoylation in oncogenesis remains to be delineated. Beyond the disruption of nutrient scavenging via macropinocytosis observed by DQ661-mediated inhibition of PPT1, other metabolic consequences remain to be elucidated. Investigations into the antimalarial activity of DQ661 and its analogs are also currently under way. SAR studies directed toward the development of more potent anti-cancer agents and PPT1 inhibitors based on the structure of DQ661 are in progress in our laboratories.
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